Abstract
. These data are consistent with the presence of an unclassified non-selective cation conductance in mouse colonic myocytes [5] .
Together with enteric nerves and myocytes, interstitial cells of Cajal (ICC) are required for normal gastrointestinal motility [10] . ICC generate the electrical slow wave; an oscillation in membrane potential that is required for normal phasic contractions of gastrointestinal smooth muscles [11, 12] [16, 17] .
Detailed analysis of the pacemaker potentials and electrical slow waves recorded by impaling ICC and smooth muscle cells in mouse small intestine showed that mibefradil (Ն 10 M) reduced the rate of rise of the upstroke depolarization because of failure to entrain unitary potentials recorded from
ICC [18] . Experiments using imaging of intracellular Ca 2ϩ transients to follow pacemaker activity in myenteric ICC of human [19] and mouse [20] [20] whereas in human small intestine [19] , higher concentrations of mibefradil (10- 
RNA isolation and reverse transcription and PCR amplification of cDNA
RNA was isolated from the external muscle coat of the adult mouse jejunum immediately after dissection as described previously for isolation of RNA from human jejunum smooth muscle [24] .
Reverse-transcription PCR (RT-PCR)
PCR amplifications were performed using GeneAmp 2400 PCR Systems (PE Biosystems, Foster City, CA, USA) or icycler (Bio-Rad, Hercules, CA, USA) using standard procedures as previously published [24] . Reverse transcription (RT) was performed using a mixture of random hexamer and oligo dT primers following the instructions of the manufacturer (PE Biosystems). The product of the RT reaction was then amplified for T-type Ca 2ϩ channel ␣ subunits using gene specific primers that were specifically designed to flank regions containing introns in the genomic sequence (see Table 1 for details). All PCR products were purified and sent to the Mayo Molecular Core Facility for automated DNA sequencing.
Laser capture microdissection (LCM)
Sections of mouse jejunum, 6 m thick, were mounted on glass slides and fixed in ice-cold acetone according to the protocol described previously [24] . Table 1 for primer sequences). 
Intracellular electrical recordings

Whole-cell voltage clamp recordings
Currents were recorded from voltage clamped cells at 22ЊC using standard whole-cell techniques [26, 27] (Fig. 2A) . This rapidly inactivating current activated at -50 mV with a peak inward current at -5 mV ( Fig. 2A(ii) (Fig. 3) . Table 1 [3-9, 24, 29] . As a result of recent pharmacological and technical advances, the biophysical and molecular identification of these conductances should be possible but so far few have been definitively identified [24] . In this study, we have demonstrated the expression of the ␣1H Ca [5, 23] . In one study, mRNA for the ␣1G subunit was not detected in myocytes from mouse colonic circular muscle [5] . 
for details). (B) PCR amplification of Ttype Ca 2ϩ channel ␣ subunit mRNA from smooth muscle cells from wild-type (WT) mouse jejunum and fundus that were collected by laser capture micro-dissection (LCM). (C) Representative PCR amplifications of T-type Ca 2ϩ channel ␣ subunit mRNA from single tubes of Kit immunoreactive (Kit-IR, S1 and S3) and Kit-negative spindle-shaped cells (S2). A sample of the bath solution (BATH) was also collected and subjected to RT-PCR as a negative control. Primers were designed against the T-type Ca 2ϩ channel subunit covering at least one intron to avoid genomic contamination. The specific products for ␣1H were amplified by reverse transcription PCR (RT-PCR). J ϭ jejunum; F ϭ fundus, RT ϭ control for genomic contamination, i.e. underwent RT-PCR in the absence of reverse transcriptase. A 100 bp DNA ladder was loaded and is shown to indicate product size.
Fig. 2 Representative T-type whole-cell currents recorded in myocytes from the outer muscle layers of the mouse jejunum. (A) (i) Nifedipineresistant, mibefradil-sensitive Ba 2ϩ currents, (ii)
Current-voltage relationship for the peak inward currents show in (A) (i). (B) (i) Mibefradil-sensitive Ba 2ϩ currents obtained in the presence of nifedipine and Cd 2ϩ , (ii) Current-voltage relationship for the peak inward currents shown in (B) (i). Currents were recorded by stepping the command voltage from -100 mV to between -80 and ϩ35 mV in 5 mV steps.
To further examine the contribution of ␣1H T-type
